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Introduction
============

An estimated 165,000 new cases and approximately 29,000 deaths will occur in 2018 due to prostate cancer, representing the most common cancer and second leading cause of cancer-related death in men in the United States[@B0]. Early stages of prostate cancer are treatable with resection or radiation therapy of organ-confined disease, where the ten-year recurrence rate is between 20% and 40% for patients who undergo prostatectomy and between 30% and 50% for patients who receive radiation therapy[@B1]. Because prostate cancer relies on androgen signaling for growth, surgical and chemical castration therapies are also employed for high-risk patients. However, relapse occurs when the cancer no longer responds to androgen deprivation therapy as evidenced by biochemical recurrence, where the prostate-specific antigen in serum rises again. At this point in the progression, metastases are often detected as well. This advanced stage, called metastatic castration-resistant prostate cancer, represents the lethal form of the disease where the prognosis is a median survival time of less than two years[@B2]. Few treatment options are available in late-stage disease, including second-generation antiandrogens such as enzalutamide and abiraterone, as well as taxane-based chemotherapy like docetaxel. Despite available treatments, the disease often progresses. Therefore, the discovery and development of novel treatment modalities are necessary to improve the care of prostate cancer patients with advanced disease.

Mass spectrometry (MS)-based approaches provide a global analysis of the proteome through the detection of hundreds to thousands of peptide analytes[@B3]. In particular, discovery proteomics, also known as data-dependent acquisition (DDA), can yield the identification and quantitation of thousands of peptides[@B3][@B4]. MS-based discovery proteomics can be further delineated into top-down proteomics, where intact proteins are characterized, and bottom-up (also known as shotgun) proteomics, where peptides are analyzed to characterize proteins[@B4]. Thus, in shotgun proteomics, a proteolysis step takes place in the sample preparation preceding the MS analysis to cleave proteins into peptides. At the end, a database search is performed to map the peptides back to the proteins for identification. Label-free as well as several isotope-labeling \[*e.g.*, stable isotope labeling by amino acids in cell culture (SILAC)\] methods can be used to quantitatively compare peptides between samples[@B5][@B6]. While isotope labeling techniques are the gold standard, label-free methods have demonstrated similar quantification accuracies[@B7][@B8] and have comparable tradeoffs between sensitivity and specificity[@B9]. Label-free quantitation provides greater coverage and permits comparisons between many more samples, whereas label-based methods are limited by cost and multiplexing capacities[@B5][@B6][@B7].

Furthermore, shotgun MS can be also used to interrogate post-translational modifications (PTMs) such as phosphorylation[@B10]. Due to the lower stoichiometric nature of phosphopeptides compared to total peptides, several methods are employed to enrich for phosphopeptides, including antibody-based immunoprecipitation of phosphotyrosine (pY) peptides, titanium dioxide (TiO~2~), and immobilized metal affinity chromatography (IMAC)[@B4][@B11]. Because protein phosphorylation is a key step in many cell signaling pathways, shotgun phosphoproteomics allows researchers to investigate cell signaling changes in different cancers, including breast[@B12], prostate[@B13], renal[@B14], and ovarian,[@B15][@B16] to better understand cancer biology and to identify potential new targets for therapy.

This label-free shotgun phosphoproteomic method was built and refined based on previous work by the Graeber group[@B17][@B18][@B19]. This protocol begins by describing the extraction and digestion of proteins and phosphoproteins from tissue into peptides. We then detail the enrichment of pY peptides using specific phosphotyrosine antibodies and TiO~2~. We also describe the enrichment of phosphoserine/threonine (pST) peptides using strong cation exchange (SCX) followed by TiO~2~. This protocol concludes with the submission of samples to an MS facility and the use of MS analysis software to identify and quantify phosphopeptides and their corresponding phosphoproteins. The application of this protocol can extend beyond prostate cancer into other cancers and fields outside of oncology.

Protocol
========

Experiments using xenograft tumors were approved by the Rutgers University Institutional Animal Care and Use Committee as set forth under the guidelines of the National Institutes of Health.

1. Protein Extraction
---------------------

1.  Prepare lysis buffer (**Table 1**). (The volume depends on the number of samples to be harvested.) For *in vitro* cell samples, proceed to step 1.2. For tumor tissue, proceed to step 1.3.

2.  **Harvesting cells** Collect the cells in a 50 mL conical tube and spin them at 700 x g for 5 min at 4 °C. Discard the supernatant and keep the pellet on ice. Repeat this step for all dishes to collect the cells into one pellet. (Typically, about 5 nearly confluent 15-cm dishes of cells are needed for 5 mg of protein, but this may be dependent on the cell line and needs to be determined empirically by each investigator.)Wash the pellet with 30 mL of chilled phosphate-buffered saline (PBS) and spin at 700 x g for 5 min at 4 °C before aspirating the PBS. Add 1.5 mL of lysis buffer per 5 mg of protein used to the cell pellet. Pipet up and down a couple of times. Skip to step 1.4.

3.  **Harvesting tissues** Weigh the tumor and add 2 mL of ice-cold lysis buffer for every 100 mg of tissue in a culture test tube. (Typically, 50 to 150 mg of tissue wet weight is needed.)

4.  Homogenize the lysate using a hand-held or benchtop homogenizer (pulse 2x for 15 s.) Clean the homogenizer before the first sample and between samples by using 10% bleach, 70% ethanol, and deionized water in succession.

5.  To reduce and alkylate, heat the homogenized samples at 95 °C for 5 min. Then cool them on ice for 15 min. On ice, sonicate the lysate 3x (*i.e.*, pulse for 30 s with 60 s pauses between pulses). The sample should not be viscous or clumpy at this point. Heat the lysate at 95 °C for 5 min[@B20].

6.  Centrifuge the lysate in the same sonication tube using a swing bucket rotor at 3,500 x g at 15 °C for 15 min. Collect the supernatant and discard the pellet.

7.  Determine the protein concentration by performing a Bradford assay[@B21]. If necessary, dilute the lysate to 5 mg/mL with a lysis buffer. Store it at -20 °C. Note: The experiment can be paused here. Freeze the samples at -80 °C and continue at a later date.

2. Lysate Digestion
-------------------

1.  Dilute the sample 12-fold by using 100 mM Tris (pH = 8.5) to reduce the amount of guanidinium. Dilute all samples to the same volume to minimize the effects of unequal digestion. Save 12.5 µg of the undigested lysate to confirm it on a Coomassie-stained gel[@B22].

2.  For 5 mg of protein, add 10 µg of Lysyl Endopeptidase (Lys-C) and incubate it at room temperature for 5 - 6 h. Adjust pH to 8.0 by adding 1 M untitrated Tris (pH \~11).

3.  Prepare 1 mg/mL of L-1-tosylamido-2-phenylethyl chloromethyl ketone (TPCK)-treated trypsin in 1 mM HCl (with 20 mM CaCl~2~). Add the trypsin at a 1:100 trypsin:protein ratio and incubate it at 37 °C for 3 h.

4.  Add the same amount of fresh trypsin as in step 2.3. Incubate it at 37 °C overnight.

5.  Save 12.5 µg of the digested lysate to confirm the complete digestion on a Coomassie-stained gel[@B22].

3. Reverse Phase Extraction
---------------------------

1.  Record the lysate volume. Filter the sample by using a 15 mL 10 kDa cutoff filter. Centrifuge the sample at 3,500 x g using the swing bucket rotor (or 3,500 x g in a fixed angle rotor) at 15 °C until the retentate volume is less than 250 µL (this takes approximately 45 - 60 min). Collect the flow-through and discard the retentate. Note: The experiment can be paused here. Freeze the samples at -80 °C and continue at a later date.

2.  To acidify the sample, add approximately 20 µL of 5% trifluoroacetic acid (TFA) per mL of lysate. Mix them well and measure the sample pH by using pH strips. Adjust pH to 2.5 using 5% TFA.

3.  Connect the shorter end of a C-18 column to a vacuum manifold. Set the vacuum between 17 and 34 kPa (or according to the manufacturer's instructions). Using **glass** pipettes, wet the column with 3 mL of 100% acetonitrile (ACN). Do not let the column dry.

4.  Using **glass** pipettes, equilibrate the column with 6 mL of 0.1% TFA applied as 2x 3 mL. Load the acidified sample into the column. Do not add more than 3 mL at a time. Adjust the vacuum to target about 1 to 2 drops per second.

5.  Using **glass** pipettes, wash the column with 9 mL of 0.1% TFA applied as 3x 3 mL. Elute the column with 2 mL of 40% ACN, 0.1% TFA. Collect two 2 mL fractions into **glass** culture tubes. Discard the column.

6.  Cover the eluate tubes with parafilm and punch 3 - 5 holes on the cover using a 20G needle. Freeze the eluate on dry ice for at least 30 min until it is completely solid.

7.  Lyophilize the fractions overnight. On the following day, make sure the samples are completely dry before stopping the lyophilizer. Store the tubes in a 50 mL conical tube with delicate wipes at -80 °C. Note: The experiment can be paused here.

4. Immunoprecipitation and Enrichment of pY Peptides[@B23]
----------------------------------------------------------

1.  Resuspend the lyophilized powder with 0.5 mL of ice-cold immunoprecipitation (IP) binding buffer in each fraction. Pool the fractions by transferring the 0.5 mL resuspension volume from the second fraction to the first fraction and save the pipette tip. Vigorously vortex (instead of pipetting up and down) to make sure the sample is completely dissolved before transferring it to a 3.6 mL screw cap cryotube.

2.  As in step 4.1., rinse the lyophilization tubes with another 0.5 mL of IP binding buffer (**Table 1**) in each tube. Transfer the solution to the 3.6 mL screw cap tube using the same pipette tip to minimize any sample loss. Repeat the rinse 1x more, making the final resuspension volume 2 mL (for 5 mg of protein). Measure the sample pH to make sure it is approximately 7.4. If it is too acidic, iteratively add 10 µL of 1M Tris (untitrated, pH \~11). If it is too basic, iteratively add 10 µL of dilute HCl (1:25 or 1:100).

3.  **Pre-wash the pY beads (for 5 mg of starting lysate)** 25 µg of 4G10 antibody and 12.5 µg of 27B10.4 antibody are needed per sample. After using a p200 pipette with a cut tip to transfer the antibodies into separate microcentrifuge tubes, wash the antibodies with 450 µL of ice-cold IP binding buffer 2x. Centrifuge them at 100 x g for 1 min at 4 °C and aspirate out the supernatant. Resuspend the beads to a stock concentration of 0.5 mg/mL using IP binding buffer. (Do not vortex the beads.) After aliquoting the necessary slurry (50 µL of 4G10 antibody slurry and 25 µL 27B10.4 antibody slurry per sample) into a single tube, spin down the stock centrifuge tubes at 200 x g for 1 min at 4 °C. Wash the sidewalls with supernatant before returning the beads to storage in the refrigerator.

4.  Add pre-washed pY beads to the resuspended sample solution in the screw cap cryotubes. Incubate them at 4 °C on an end-over-end rotator overnight.

5.  Place the screw cap cryotubes in a 50 mL centrifuge tube lined with a delicate wipe. Spin down the beads at 100 x g for 1 min. Save the supernatant, which will be used to enrich for pST peptides. (The enrichment for pST begins at step 7 and can be performed in parallel to the pY peptide processing).

6.  Resuspend the beads with 300 µL of IP binding buffer. Transfer them to a 2 mL microcentrifuge tube and spin them down at 100 x g for 1 min at 4 °C.

7.  Rinse the incubation tube 3x with 200 µL of IP binding buffer. Transfer the contents to the same Microcentrifuge tube each time. Then spin them down.

8.  Wash the beads in the microcentrifuge tube 3x with 500 µL of IP binding buffer and spin them down at 100 x g for 1 min. Then wash the beads 4x with 450 µL of 25 mM NH~4~HCO~3~, pH 7.5, and spin them down at 100 x g for 1 min. Use a fresh 25 mM NH~4~HCO~3~ solution from powder every time.

9.  Centrifuge the beads at 1,500 x g for 1 min. Use a gel-loading tip to remove the supernatant completely by dipping the tip of the gel-loading tip slightly below the beads' surface.

10. Add 4x the bead volume of 0.1% TFA to the beads (*i.e.*, add 300 µL of 0.1% TFA for 75 µg of pY bead slurry). Mix them well and incubate the mixture in a thermomixer at 1,000 rpm for 15 min at 37 °C.

11. Transfer the resuspension to a 0.2 µm spin filter. Quickly spin down the elution tube and transfer the residual volume to the same spin filter using a P10 pipet. Spin down the spin filter at 850 x g for 1 min. Transfer the elution to a **low protein-binding** microcentrifuge tube. Vacuum concentrate the eluate to dryness overnight at 40 °C and with a heat time of 300 min. Note: The experiment can be paused here. Freeze the samples at -80 °C and continue at a later date.

5. Titanium Dioxide Enrichment[@B24] of pY Peptides
---------------------------------------------------

1.  Resuspend the dried down phosphopeptides in 200 µL of 50% ACN, 0.1% TFA. Vortex and centrifuge them at 10,000 x g for 30 s. Repeat this 1x to resuspend them well.

2.  Preparing the TiO~2~ beads contained in tips that have a capacity for 200 µL samples. Gently tap on the small tip-side of the tip to move the material to that end. Rinse the tip by adding 200 µL of 100% ACN, followed by inverting the tip and flicking the small end to move the liquid towards the cap.Using a razor blade, cut the small tip of the tip and place it over a **low protein-binding tube**. (Avoid using polystyrene tubes as the TiO2 will stick to the sides of the tube.) Remove the cap and insert a micropipette to plunge out the remaining ACN. Repeat the wash with 200 µL of 100% ACN. The TiO2 beads are now located in the low protein-binding tube for the following steps.Precondition TiO~2~with 500 µL of 100% ACN 2x. Pipet it to mix the beads with the solvent. Centrifuge them at 100 x g for 1 min.Condition TiO~2~with 500 µL of 0.2 M sodium phosphate buffer (pH \~7) 2x. Wash the beads with 300 µL of equilibration buffer 3x. Because TiO~2~is very dense, the beads will settle quickly.

3.  Add 400 µL of 50% ACN, 0.1% TFA into the low protein-binding tube, followed by adding 84 µL of lactic acid. Transfer the resuspended phosphopeptides into the low protein-binding tube and incubate them for 1 h at room temperature using an end-over-end rotator.

4.  Centrifuge the beads at 100 x g for 1 min to pellet them. Wash them with 300 µL of equilibration buffer (**Table 1**) 2x and spin them down at 100 x g for 1 min.

5.  Rinse the beads with 300 µL of rinsing buffer 2x. Transfer them to a 0.2 µm spin filter. Spin them at 1,500 x g for 1 min.

6.  Transfer the filter unit to a clean 1.5 mL low protein-binding tube. Elute the contents 2x with 200 µL of 0.9% NH~3~ in H~2~O. Measure the pH with pH strips, which should be between 10 and 11. Vacuum concentrate the eluate to dryness overnight to evaporate the ammonia.

6. Desalting pY Peptides for MS Analyses
----------------------------------------

1.  Reconstitute the phosphopeptides with 15 µL of 0.1% TFA by vortexing and centrifuging them at 10,000 x g for 30 s to resuspend them. Repeat this 1x to resuspend them well. Do not pipette up and down.

2.  Clean the sample using a C-18 tip with a binding capacity of 5 µg and follow the manufacturer's protocol.

3.  Completely dry the elution volume by vacuum concentration. This takes 1 - 2 h. Resuspend the dried phosphopeptides in 12.5 µL of mass spectrometry solution (see **Table 1**) (or as recommended by the researcher's MS proteomics core facility). Vortex and briefly spin the solution down at 10,000 x g for 30 s. Repeat this 2x to resuspend them well. The samples are ready for submission to a mass spectrometry facility (step 11). Note: The following steps below are related to pST peptide enrichment only.

7. Reverse Phase Extraction of pST Peptides
-------------------------------------------

1.  Measure the peptide concentration of the supernatant acquired from step 4.6 by performing a peptide assay. A sufficient amount for pST mass spectrometry is 2.5 mg.

2.  Adjust pH to 3.5 with 5% TFA.

3.  Connect the shorter end of a C-18 column to a vacuum manifold. Set the vacuum between 17 and 34 kPa (or according to the manufacturer's instructions). Wet the column with 3 mL of 100% ACN. Do not let the column dry.

4.  Equilibrate the column with 6 mL of 0.1% TFA applied as 2x 3 mL. Load the acidified sample into the column. Do not add more than 3 mL at a time. Adjust the vacuum to target about 1 - 2 drops per second.

5.  Wash the column with 9 mL of 0.1% TFA applied as 3x 3 mL. Elute the column with 2 mL of 40% ACN, 0.1% TFA. Collect two 2 mL fractions into glass culture tubes. Discard the column.

6.  Cover the eluate tubes with parafilm and punch 3 - 5 holes on the cover using a 20G needle. Freeze the eluate on dry ice for at least 30 min until it is completely solid.

7.  Lyophilize the selected fractions overnight. On the following day, make sure the samples are completely dry before stopping the lyophilizer. Store the tubes in a 50 mL conical tube with delicate wipes at -80 °C. Note: The experiment can be paused here.

8. Strong Cation Exchange (SCX) of pST Peptides
-----------------------------------------------

1.  Resuspend the lyophilized peptides in 2 mL of Buffer A (**Table 1**). Pool the fractions for each sample. (The solution will be cloudy.)

2.  Prepare the vacuum manifold. Connect an SCX column to a 3 mL syringe with the plunger removed. Set the vacuum between 17 and 34 kPa (or according to the manufacturer's instructions).

3.  Condition the SCX column with 4 mL of ACN, followed by 4 mL of Buffer A.

4.  Load the 2 mL of the sample from step 8.1 and collect the eluate immediately. Load 3 mL of A:B (80.9:19.1) buffer and collect the eluate. Pool the eluates of each sample and aliquot them into 2 mL low protein-binding tubes.

5.  Vacuum concentrate all samples until approximately 30% of the volume remains. (This step takes approximately 2 - 4 h.) Pool the aliquots into 1 low protein-binding tube for each sample.

6.  Connect the shorter end of a C-18 column to a vacuum manifold. Set the vacuum between 17 and 34 kPa (or according to the manufacturer's instructions). Wet the column with 3 mL of 100% ACN 2x. Do **not**let the column dry.

7.  Equilibrate the column with 3 mL of 0.1% TFA 2x. Load the sample into the column. Do not add more than 3 mL at a time. Adjust the vacuum to target about 1 - 2 drops per second.

8.  Wash the column with 3 mL of 0.1% TFA 2x. Elute the column with 4 mL of 50% ACN, 0.1% TFA.

9. Titanium Dioxide Enrichment of pST Peptides
----------------------------------------------

1.  **Preparing the TiO~2~ beads contained in tips that have a capacity for 200 µL samples** Gently tap on the small tip side of the tip to move the beads to that end. Remove the cap and pour the beads into a polypropylene 15 mL conical tube.Rinse the tip by adding 200 µL of 100% ACN, inverting the tip a couple times and flicking the small end to move the liquid towards the cap. Using a razor blade, cut the small tip of the tip and place it over the polypropylene 15 mL conical tube. Remove the cap and insert a micropipette to plunge out the remaining ACN. Repeat the wash with 200 µL of 100% ACN. The TiO~2~ beads are now located in the 15 mL conical tube for the following steps.Precondition TiO~2~with 500 µL of 100% ACN 2x. Pipet it to mix the beads with the solvent. Centrifuge them at 100 x g for 1 min.Condition TiO~2~with 500 µL of 0.2 M sodium phosphate buffer (pH \~7) twice. Wash the beads with 300 µL of equilibration buffer 3x.

2.  Transfer the eluted phosphopeptides into the polypropylene 15 mL conical tube. Add 560 µL of lactic acid and incubate it for 1 h at room temperature using an end-over-end rotator.

3.  Centrifuge the mixture at 100 x g for 1 min to pellet the beads. Wash them with 300 µL of equilibration buffer (**Table 1**) 3x. Spin them down at 100 x g for 1 min.

4.  Rinse the beads with 300 µL of rinsing buffer 2x. Transfer them to a 0.2 µm spin filter. Spin them down at 1,500 x g for 1 min.

5.  Transfer the filter unit to a clean 1.5 mL low protein-binding tube. Elute the contents 2x with 200 µL of 0.9% NH~3~ in H~2~O. Let the solution sit on the phosphopeptides for 2 min before eluting them. Measure the pH, which should be between 10 and 11.

6.  Vacuum concentrate the eluate to dryness overnight to evaporate the ammonia.

10. Desalting pST Peptides for MS Analyses
------------------------------------------

1.  Gently tap on the small tip-side of the tip to move the material to that end. Rinse the tip by adding 200 µL of 100% ACN, followed by inverting the tip and flicking the small end to move the liquid towards the cap.

2.  Using a razor blade, cut the small tip of the tip and place it over a polypropylene 15 mL conical tube**.**Remove the cap and insert a micropipette to plunge out the remaining ACN. Repeat the wash with 200 µL of 100% ACN. The TiO2 beads are now located in the polypropylene 15 mL conical tube for the following steps.

3.  Clean the sample using a C-18 tip with a binding capacity of 100 µg. (Follow the manufacturer's instructions.)

4.  Completely dry the elution volume by vacuum concentration. This takes 1 - 2 h.

5.  Resuspend the dried phosphopeptides in 12.5 µL of mass spectrometry solution (or as recommended by the researcher's MS proteomics core facility). Vortex and centrifuge them at 10,000 x g for 30 s. Repeat 2x to resuspend them well. (Do not pipette up and down.)

11. Mass Spectrometry Analysis
------------------------------

1.  Submit the samples to the MS proteomics core facility to perform liquid chromatography-tandem MS (LC-MS/MS) using their recommended settings. Example settings are as follows (see **Table 2**for the summary): Load 5 µL of the samples onto a trap column (2 cm long x 75 µm diameter) and wash them with 0.1% TFA for 5 min with a flow rate of 5 µL/min.Bring the trap in line with a nano analytical column (20 cm x 75 µm) with a flow rate of 300 nL/min.The segmented linear gradients (a percentage of 0.16% formic acid, 80% ACN in 0.2% formic acid) are different between pY and pST samples: For the pY samples, elute them using a gradient of 4 - 15% in 5 min, 15 - 50% in 40 min, and 50 - 90% in 5 min.For pST samples, elute them using a gradient of 4 - 15% in 30 min, 15 - 25% in 40 min, 25 - 50% in 44 min, and 50 - 90% in 11 min.Acquire MS data in data-dependent acquisition mode with a cyclic series of a full scan with a resolution of 120,000 followed by MS/MS (HCD, relative collision energy of 27%) of the 20 most intense ions and a dynamic exclusion duration of 20 s.

2.  After the MS run completion, import the MS raw files into an MS analysis software program to identify and quantify phosphopeptides. (MaxQuant software[@B7][@B25][@B26] was used in this experiment. Unless specified in **Table 3**, the default settings were used.)

Representative Results
======================

This protocol describes in detail a method for protein extraction and digestion followed by phosphopeptide enrichment and subsequent MS analysis ([Figure 1](#F1){ref-type="fig"}). The compositions of all the buffers and solutions that are used in this protocol are listed in **Table 1**. The sequential use of Lys-C and trypsin provides an efficient digestion. A Coomassie-stained gel of pre-digested lysate confirms the presence of proteins, while staining of post-digested lysate confirms the complete digestion ([Figure 2A](#F2){ref-type="fig"}). For a complete digestion, no bands should appear above 15 kDa, except the 30 kDa and 23.3 kDa bands for Lys-C and trypsin, respectively. The addition of Lys-C also reduces the number of missed cleavages ([Figure 2B](#F2){ref-type="fig"}). Because pY peptides represent only 2% of the phosphoproteome[@B27], immunoprecipitation of the pY peptides using a pY-specific antibody is the first step of pY peptide enrichment. The resulting supernatant becomes the input for pST peptide enrichment. The pY immunoprecipitation effectively separates pY peptides from pST peptides where on average 85% of the phosphopeptides identified from the pY preparation are pY ([Figure 3A](#F3){ref-type="fig"}) and over 99% of the phosphopeptides identified from the pST preparation are pST ([Figure 3B](#F3){ref-type="fig"}). Titanium dioxide is used to enrich for phosphopeptides in both preparations. The expected percentage of peptides in the MS-ready preparation that are phosphorylated is between 30 - 50% ([Figure 4A](#F4){ref-type="fig"}). The variability in the phosphopeptide enrichment percentage may be greater in the pY preparation as a result of there being many fewer pY peptides than pST peptides. In terms of phosphopeptide species, the majority of the phosphopeptides detected have a single or double phosphoryl group ([Figure 4B](#F4){ref-type="fig"}).

After performing mass spectrometry, the MS raw files are loaded into an MS analysis software. The parameter settings used in the experiment are listed in **Table 3** but will vary from software to software and may vary from version to version. The parameters that are not listed were left as default, including an FDR cutoff of 1% for peptide-spectrum matching (PSM) with a minimum Andromeda score of 40 for the identification of modified peptides[@B26]. Setting a localization probability cutoff of greater than 0.75 filters out approximately 5% of the pY peptides and 15% and 34% of the pS and pT peptides, respectively ([Figure 5A](#F5){ref-type="fig"}). After applying these filters, the expected number of phosphopeptide identifications at the end of the MS analysis is approximately 300 pY peptides (for 5 mg of the starting protein) and about 7,500 pS peptides and 640 pT peptides (for 2.5 mg of the starting peptide amount) from the respective enrichment preparations ([Figure 5B](#F5){ref-type="fig"}). The number of replicates and the variability of the phosphopeptide signal intensity determines adequate powering for statistical comparisons. In four separate experiments with groups containing either biological duplicates or triplicates, the percent coefficients of variation (%CV) for detected phosphopeptides were calculated. Distributions of lower variability (*e.g.*, pST groups 1 - 5 in [Figure 5C](#F5){ref-type="fig"}) indicate that the sample collection, preparation, and mass spectrometry runs were consistent. On the other hand, distributions of higher variability (*e.g.*, pST group 6 in [Figure 5C](#F5){ref-type="fig"}) indicates noisier data that would require larger fold-changes to detect significant differences in downstream differential analyses.

**Figure 1: Workflow diagram.** Proteins from samples are extracted and digested. Peptides are extracted by solid phase extraction (SPE), and phosphotyrosine (pY) peptides are immunoprecipitated. In parallel, the phosphoserine/threonine (pST) peptides are enriched from the supernatant in the pY immunoprecipitation step. Strong cation exchange (SCX) is performed on the supernatant to remove highly charged peptides to reduce the ion suppression[@B11]. Both preparations undergo phosphopeptide enrichment *via* titanium dioxide (TiO~2~). After sample cleanup, liquid chromatography-tandem mass spectrometry (LC-MS/MS) is performed to measure the phosphopeptide abundance. The raw data is then loaded into an MS analysis software to identify phosphopeptides. [Please click here to view a larger version of this figure.](https://www.jove.com/files/ftp_upload/57996/57996fig1large.jpg)

**Figure 2: Evaluation of digestion.** (**A**) Three samples with 12.5 µg of lysate pre-digestion, post-Lys-C digestion, and post-trypsin digestion are shown. A Coomassie gel-stain test shows a clean digestion after sequential use of Lys-C and trypsin. The molecular weight (MW) size markers are in kilodaltons (kDa). (**B**)**A**reduction in missed cleavages is observed after Lys-C was added to the protocol. The percentage of phosphopeptides without missed cleavages increased from 48% to 64% and from 60% to 84% on average for pY and pST enrichment preparations, respectively. The graphs summarize the data obtained from two experiments performed without Lys-C and five experiments performed with Lys-C. The error bars are standard deviations representing 38 pY and 38 pST samples from 2 separate experiments (without Lys-C) and 62 pY and 60 pST samples from 5 separate experiments (with Lys-C). [Please click here to view a larger version of this figure.](https://www.jove.com/files/ftp_upload/57996/57996fig2large.jpg)

**Figure 3: Enrichment of pY and pST phosphopeptides.** These panels show the percentages of pSTY phosphopeptides from either (**A**) the pY or (**B**) the pST enrichment preparations. The pY enrichment by pY immunoprecipitation and titanium dioxide resulted in 85% phosphopeptides being for pY peptides, while only 0.1% of the phosphopeptides in the pST enrichment are pY. These values were drawn from examining the Phospho (STY)Sites.txt file of one representative experiment after filtering out contaminants, reverse sequences, and phosphopeptides with localization probabilities less than 0.75. [Please click here to view a larger version of this figure.](https://www.jove.com/files/ftp_upload/57996/57996fig3large.jpg)

**Figure 4: Phosphopeptide enrichment with titanium dioxide.** (**A**) The percentage of detected phosphopeptides (relative to total peptides) from samples in four separate experiments is shown. (**B**) This panel shows the average composition of mono-, double-, and multi-phosphorylated peptides in four separate experiments. The error bars in panel **A** are standard deviations. [Please click here to view a larger version of this figure.](https://www.jove.com/files/ftp_upload/57996/57996fig4large.jpg)

**Figure 5: Expected phosphoresidue identifications.** (**A**) This panel shows the phosphorylation localization probabilities of IDs from pY enrichment (left) and pST enrichment (right). The mean percentage of IDs that meet the \> 0.75 probability cutoff is 93%, 75%, and 52% for pY, pS, and pT, respectively. (**B**) The mean number of IDs with a \>0.75 localization probability is 300 for pY, 7,500 for pS, and 640 for pT. (**C**) This panel shows violin plots of the percent coefficient of variation (%CV) of the phosphopeptides. An evaluation of %CV was only performed if a signal intensity value was detected in each biological replicate or triplicate group. Data was taken from four separate experiments. The error bars in panels **A** and **B** are standard deviations from 34 pY and 34 pST samples from 4 separate experiments. [Please click here to view a larger version of this figure.](https://www.jove.com/files/ftp_upload/57996/57996fig5large.jpg)

  --------------------------------------- ------------ ---------------------------------------------------------------------------------------------------------------------------------------------------------------------------------------------------------------------------------------------------
  **Buffer**                              **Volume**   **Composition**
  6 M guanidinium chloride lysis buffer   50 mL        6 M guanidinium chloride, 100 mM tris pH 8.5, 10 mM tris (2-carboxyethyl) phosphine, 40 mM chloroacetamide, 2 mM sodium orthovanadate, 2.5 mM sodium pyrophosphate, 1 mM β-glycerophosphate, 500 mg n-octyl-glycoside, ultra-pure water to volume
  100 mM sodium pyrophosphate             50 mL        2.23 g sodium pyrophosphate decahydrate, ultra-pure water to volume
  1M β-glycerophosphate                   50 mL        15.31 g β-glycerophosphate, ultra-pure water to volume
  5% trifluoroacetic acid                 20 mL        Add 1 mL of 100% trifluoroacetic acid into 19 mL ultra-pure water
  0.1% trifluoroacetic acid               250 mL       Add 5 mL 5% trifluoroacetic acid to 245 mL ultra-pure water
  pY elution buffer                       250 mL       0.1% trifluoroacetic acid, 40% acetonitrile, ultra-pure water to volume
  pST elution buffer                      250 mL       0.1% trifluoroacetic acid, 50% acetonitrile, ultra-pure water to volume
  IP binding buffer                       200 mL       50 mM tris pH 7.4, 50 mM sodium chloride, ultra-pure water to volume
  25 mM ammonium bicarbonate, pH 7.5      10 mL        Dissolve 19.7 mg into 10 mL sterile ultra-pure water, pH to 7.5 with 1 N hydrochloric acid (\~10-15 µL/10 ml solution), make fresh
  1M phosphate buffer, pH 7               1,000 mL     423 mL 1 M sodium dihydrogen phosphate, 577 mL 1 M sodium hydrogen phosphate
  Equilibration buffer                    14 mL        6.3 mL acetonitrile, 280 µL 5% trifluoroacetic acid, 1740 µL lactic acid, 5.68 mL ultra-pure water
  Rinsing buffer                          20 mL        9 mL acetonitrile, 400 µL 5% trifluoroacetic acid, 10.6 mL ultra-pure water
  Mass spectrometry solution              10 mL        500 µL acetonitrile, 200 µL 5% trifluoroacetic acid, 9.3 mL ultra-pure water
  Buffer A                                250 mL       5 mM monopotassium phosphate (pH 2.65), 30% acetonitrile, 5 mM potassium chloride,ultra-pure water to volume
  Buffer B                                250 mL       5 mM monopotassium phosphate (pH 2.65), 30% acetonitrile, 350 mM potassium chloride, ultra-pure water to volume
  0.9% ammonium hydroxide                 10 mL        300 μL 29.42% ammonium hydroxide, 9.7 mL ultra-pure water
  --------------------------------------- ------------ ---------------------------------------------------------------------------------------------------------------------------------------------------------------------------------------------------------------------------------------------------

**Table 1: Buffers and solutions.** This table shows the compositions of the buffers and solutions used in this protocol.

  ----------------------------------------------------------------------------- --------------------- --------------------
  **LC-MS/MS Settings**                                                                               
  **Parameter**                                                                 **pY Setting**        **pST Setting**
  Sample loading (µL)                                                           5                     
  Loading flow rate (µL/min)                                                    5                     
  Gradient flow rate (nL/min)                                                   300                   
  Linear gradient (percentage 0.16% formic acid, 80% ACN in 0.2% formic acid)   4 - 15% for 5 min     4 - 15% for 30 min
  15 - 50% for 40 min                                                           15 - 25% for 40 min   
  50 - 90% for 5 min                                                            25 - 50% for 44 min   
                                                                                50 - 90% for 11 min   
  Full scan resolution                                                          120,000               
  Number of most intense ions selected                                          20                    
  Relative collision energy (%) (HCD)                                           27                    
  Dynamic exclusion (s)                                                         20                    
  ----------------------------------------------------------------------------- --------------------- --------------------

**Table 2: LC-MS settings.**This is an example of LC-MS settings in a typical shotgun phosphoproteomic experiment. The samples were loaded on to a trap column. The trap was brought in-line with an analytical column. These settings were optimized for using the LC-MS system listed in the **Table of Materials and Reagents**. These settings would need to be adjusted for other LC-MS systems.

  --------------------------------- --------------------------- -------------------------------------------
  **MaxQuant Parameter Settings**                               
  **Setting**                       **Action**                  
  **Group-Specific Parameters**                                 
  Type                              Type                        Select Standard
  Multiplicity                      Set to 1                    
  Digestion Mode                    Enzyme                      Select Trypsin/P
  Max. missed cleavages             Set to 2                    
  Modifications                     Variable modifications      Add Phospho (STY)
  Label-free quantification         Label-free quantification   Select LFQ
  LFQ min. ratio count              Set to 1                    
  Fast LFQ                          Check off                   
  Miscellaneous                     Re-quantify                 Check off
  **Global Parameters**                                         
  Sequences                         FASTA files                 Select fasta file downloaded from UniProt
  Fixed modifications               Add Carbamidomethyl (C)     
  Adv. Identification               Match between runs          Check off
  Match time window                 Set to 5 min                
  Alignment time window             Set to 20 min               
  Match unidentified features       Check off                   
  Protein quantification            Min. ratio count            Set to 1
  Folder locations                                              Modify accordingly
  --------------------------------- --------------------------- -------------------------------------------

**Table 3: MS analysis software settings.** In MaxQuant, the group-specific and global parameters in this table were selected or adjusted. All other parameters remained at default. These experiments were conducted using version 1.5.3.30. The parameters may vary from version to version and from software to software.

Discussion
==========

Before utilizing this protocol to enrich for phosphopeptides, a careful consideration of the experimental design is critical. Using biological replicates is a more cost-effective use of mass spectrometry resources than technical replicates. The number of replicates that are necessary will depend in part on the variability of the data. A recent study demonstrated that, while increasing the number of replicates beyond three only marginally increases the number of identifications, the number of significant identifications between groups increases with more replicates[@B9].

Due to the lower abundance of phosphoproteins in the cell, sufficient starting protein amounts are necessary to obtain a global phosphoproteome from prostate cancer samples in discovery mode. In these experiments, 5 mg of protein was used. Approximately five nearly confluent 15-cm dishes of cells provide enough protein as input into this protocol, although this will be cell line-dependent. As for tumor tissue, the expected yield of protein is about 6 - 8% of tissue weight. In the *in vitro* setting, a positive control sample to consider is the addition of 1 mM vanadate for 30 min before harvesting the cells. Vanadate, a competitive protein phosphotyrosyl phosphatase inhibitor, will preserve the tyrosine phosphorylation, thus increasing the number of pY peptide identifications[@B28].

Clean digestion is a key step to maximize phosphopeptide identification. In addition to the Coomassie stain test, the percent of missed cleavages in the data can be used to evaluate digestion efficiency ([Figure 2](#F2){ref-type="fig"}). Quality-control software is available that analyzes missed cleavages and other metrics to assess MS data quality[@B29]. While trypsin is the most common, alternative proteases are available[@B4] to address coverage gaps in the proteome where optimal tryptic peptides cannot be generated[@B30]. The settings of the MS analysis software would then need to be modified accordingly to adjust for changes in proteases.

The protocol employs immunoprecipitation (for pY enrichment) as well as titanium dioxide (TiO~2~) to enrich for phosphopeptides. Alternative approaches to enrich for peptides include immobilized metal affinity chromatography (IMAC), other metal oxides for metal oxide affinity chromatography (MOAC) such as aluminum hydroxide, and polymer-based metal ion affinity capture (PolyMAC)[@B4][@B11]. Previous studies have shown that different enrichment methods enrich for different populations of phosphopeptides[@B31]. For instance, IMAC enriches more multi-phosphorylated peptides while MOAC preferably enriches for mono-phosphorylated peptides[@B32]. The **Representative Results** of this protocol reflect this observation ([Figure 4B](#F4){ref-type="fig"}). A recent publication demonstrated that combining IMAC and MOAC using a hybrid material could potentially provide greater coverage of phosphopeptide species[@B33]. Thus, this protocol could be modified to utilize other enrichment methods in parallel to allow for even more comprehensive phosphoproteomic analyses.

The MaxQuant[@B25] software suite is used to analyze the MS data in this protocol, but commercial applications[@B34] are also available for phosphopeptide identification and quantification. For phosphopeptide identification, a localization probability cutoff is applied. This filter is performed to select for phosphopeptides with a high confidence (*i.e.*, greater than 0.75) in phosphoresidue identification[@B9][@B27]. In other words, the summed probability of all other residues that could potentially contain the phospho-group is less than 0.25. This cutoff could be raised to increase the stringency of the phosphopeptide selection. In regard to the number of identifications, the expected number of pY peptides is in the hundreds, while the expected number of pST peptides is in the high thousands. These values reflect previously observed phosphoproteome distribution where about 2%, 12%, and 86% of the phosphosites are pY, pT, and pS, respectively[@B27].

If the pY and pST enrichment steps are performed in parallel, the sample preparation steps in the protocol can be completed in six days. By pairing with the powerful tool of MS, phosphopeptide enrichment protocols such as this provide a global approach for scientists to collect data to analyze the phosphoproteome in their respective research fields.
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